We present a method to fabricate polymer optofluidic systems by means of injection molding that allow the insertion of standard optical fibers. The chip fabrication and assembly methods produce large numbers of robust optofluidic systems that can be easily assembled and disposed of, yet allow precise optical alignment and improve delivery of optical power. Using a multi-level chip fabrication process, complex channel designs with extremely vertical sidewalls, and dimensions that range from few tens of nanometers to hundreds of microns can be obtained. The technology has been used to align optical fibers in a quick and precise manner, with a lateral alignment accuracy of 2.7˘1.8 µm. We report the production, assembly methods, and the characterization of the resulting injection-molded chips for Lab-on-Chip (LoC) applications. We demonstrate the versatility of this technology by carrying out two types of experiments that benefit from the improved optical system: optical stretching of red blood cells (RBCs) and Raman spectroscopy of a solution loaded into a hollow core fiber. The advantages offered by the presented technology are intended to encourage the use of LoC technology for commercialization and educational purposes.
Introduction
Since 2005 [1] merging of optics and fluidics at the micro and nanoscale for Lab-on-Chip (LoC) purposes opened a wide range of opportunities both in basic and applied research [2] . Despite many demonstrations of technical feasibility and the continued broadening of the field, few devices with optical functionalities have reached the market. The limited commercialization of this technology lies in the fact that, at present, the majority of LoC optofluidic systems are fabricated with techniques that are not production-friendly either in terms of materials or in terms of optical elements: Existing microfluidic systems in glass are characterized by high production cost and, in addition, optofluidic systems with waveguides produced using femtosecond laser machining [3] or DUV writing [4] suffer from high optical losses. Alternatively, low-loss, optical fiber-based systems made in soft polymer materials like polydimethylsiloxane (PDMS) require more laborious procedures such as pneumatically driven active optical fiber manipulators [5] for optical alignment on-chip because of the fiber housing deformation. The ideal system would be easy to align with high precision, mechanically strong, easy to interface with both fluidics and optics, have negligible biofouling, deliver high power in situ and would be disposable.
To make a substantial improvement towards such systems, we developed injection molded (i.e., production-friendly) optofluidic chips in hard Cyclic Olefin Copolymer (CoC) TOPAS 5013 with embedded commercially available optical fibers (Figure 1a,b) . We consider TOPAS 5013 to be an ideal polymer for fabrication of LoC systems because of its high transparency in the visible wavelength range [6] , its high glass transition temperature (140˝C), its low water absorption and its resistance to acids and alkaline agents, as well as to polar solvents [7] . TOPAS also avoids undesired biofouling with minimal surface treatment requirements [8] and autofluorescence of TOPAS 5013 can be reduced to values that are about 20% lower than the ones of silica chips [9] .
Micromachines 2015, 6, page-page 2 suffer from high optical losses. Alternatively, low-loss, optical fiber-based systems made in soft polymer materials like polydimethylsiloxane (PDMS) require more laborious procedures such as pneumatically driven active optical fiber manipulators [5] for optical alignment on-chip because of the fiber housing deformation. The ideal system would be easy to align with high precision, mechanically strong, easy to interface with both fluidics and optics, have negligible biofouling, deliver high power in situ and would be disposable.
To make a substantial improvement towards such systems, we developed injection molded (i.e., production-friendly) optofluidic chips in hard Cyclic Olefin Copolymer (CoC) TOPAS 5013 with embedded commercially available optical fibers (Figure 1a,b) . We consider TOPAS 5013 to be an ideal polymer for fabrication of LoC systems because of its high transparency in the visible wavelength range [6] , its high glass transition temperature (140 °C), its low water absorption and its resistance to acids and alkaline agents, as well as to polar solvents [7] . TOPAS also avoids undesired biofouling with minimal surface treatment requirements [8] and autofluorescence of TOPAS 5013 can be reduced to values that are about 20% lower than the ones of silica chips [9] . Compared to earlier demonstrations of optofluidic devices with embedded commercial optical fibers [10, 11] the reported chip fabrication process is production ready and allows the height of the optical beam path relative to the microfluidic channel to be tuned easily in the design phase. Moreover, novel process modifications involving a double positive resist exposure (described in the "Materials and Methods", Section 4.1) allowed the fabrication of the novel auto-aligning two-level square geometry for fiber housing. For our purposes, we embedded standard bare optical fibers with a nominal diameter of 125 μm and interfaced them with a microfluidic channel of 100 μm × 100 μm section (Figure 1b) , thus producing an optical path at a height of around 40 μm above the channel surface. The dimensions of the fluidic channel were chosen to balance the requirements of hydrodynamic resistance and of delivery of the optical power to the center of the channel (for optical stretching). The chosen distances also proved to be a good compromise for delivery of power across the channel (for the Raman sensing). Uniquely, the fiber grooves have a square design ensuring reproducible alignment by constraining the lateral fiber movement. In general, any fiber with a diameter of 125 μm could be inserted in the chip described here, whereas other dimensions require a simple modification in the design phase. To validate the chip functionality and versatility, we present results obtained through the utilization of the chips for both optical stretching of red blood cells (RBCs) and for in-fiber Raman spectroscopy of liquids. Both techniques require a high level of alignment precision and coupling [12] , for this reason they are considered ideal examples for the application and validation of the technology. Compared to earlier demonstrations of optofluidic devices with embedded commercial optical fibers [10, 11] the reported chip fabrication process is production ready and allows the height of the optical beam path relative to the microfluidic channel to be tuned easily in the design phase. Moreover, novel process modifications involving a double positive resist exposure (described in the "Materials and Methods", Section 4.1) allowed the fabrication of the novel auto-aligning two-level square geometry for fiber housing. For our purposes, we embedded standard bare optical fibers with a nominal diameter of 125 µm and interfaced them with a microfluidic channel of 100 µmˆ100 µm section (Figure 1b) , thus producing an optical path at a height of around 40 µm above the channel surface. The dimensions of the fluidic channel were chosen to balance the requirements of hydrodynamic resistance and of delivery of the optical power to the center of the channel (for optical stretching). The chosen distances also proved to be a good compromise for delivery of power across the channel (for the Raman sensing). Uniquely, the fiber grooves have a square design ensuring reproducible alignment by constraining the lateral fiber movement. In general, any fiber with a diameter of 125 µm could be inserted in the chip described here, whereas other dimensions require a simple modification in the design phase. To validate the chip functionality and versatility, we present results obtained through the utilization of the chips for both optical stretching of red blood cells (RBCs) and for in-fiber Raman spectroscopy of liquids. Both techniques require a high level of alignment precision and coupling [12] , for this reason they are considered ideal examples for the application and validation of the technology. Figure 2 shows a scanning electron microscopy image (Figure 2a ) of the Ni stamp (here referred to as shim) together with optical ( Figure 2b ) and mechanical (Figure 2c ) profilometry data of the polymer chip. A groove width of 128 µm was measured by means of mechanical profilometry with an uncertainty of 2.5 µm, which is compatible with the designed width of the fiber groove (125 µm). In the final samples, while the difference in height between the fiber groove and the channel was measured to be around 25 µm (Figure 2b ), the total depth of the groove of the final systems was around 135 µm (Figure 2b,c) .
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Micromachines 2015, 6, page-page 3 Figure 2 shows a scanning electron microscopy image (Figure 2a ) of the Ni stamp (here referred to as shim) together with optical ( Figure 2b ) and mechanical (Figure 2c ) profilometry data of the polymer chip. A groove width of 128 μm was measured by means of mechanical profilometry with an uncertainty of 2.5 μm, which is compatible with the designed width of the fiber groove (125 μm). In the final samples, while the difference in height between the fiber groove and the channel was measured to be around 25 μm (Figure 2b ), the total depth of the groove of the final systems was around 135 μm (Figure 2b,c) . In order to properly seal the fibers in the channels, a higher bonding temperature (130 °C instead of 125 °C) was chosen to allow controlled swelling of the polymer lid inside the fiber groove during bonding and the formation of a tight microfluidic seal. The effect of bonding the lid onto the optofluidic chip was observed by the cross-section of an assembled chip (which was assembled following the method reported in Section 4.1). In this case, the lid was a 2 mm thick 2-inch of TOPAS wafer and it was thermally bonded to the chip, which permitted cutting and polishing of the test sample. The assembled chip was cut in half using a jeweller's saw, polished using diamond lapping paper (Thorlabs LF6D, Newton, NJ, USA) and finally observed using a microscope (Nikon, ×40 objective lens, Tokyo, Japan) as shown in Figure 3 . Green laser light was coupled into one end of a single mode fiber and was observed at the other fiber end in the chip cross-section (see Section 2.3 for further details on the coupling of laser light into the fiber). In order to properly seal the fibers in the channels, a higher bonding temperature (130˝C instead of 125˝C) was chosen to allow controlled swelling of the polymer lid inside the fiber groove during bonding and the formation of a tight microfluidic seal. The effect of bonding the lid onto the optofluidic chip was observed by the cross-section of an assembled chip (which was assembled following the method reported in Section 4.1). In this case, the lid was a 2 mm thick 2-inch of TOPAS wafer and it was thermally bonded to the chip, which permitted cutting and polishing of the test sample. The assembled chip was cut in half using a jeweller's saw, polished using diamond lapping paper (Thorlabs LF6D, Newton, NJ, USA) and finally observed using a microscope (Nikon,ˆ40 objective lens, Tokyo, Japan) as shown in Figure 3 . Green laser light was coupled into one end of a single mode fiber and was observed at the other fiber end in the chip cross-section (see Section 2.3 for further details on the coupling of laser light into the fiber). Figure 2 shows a scanning electron microscopy image (Figure 2a ) of the Ni stamp (here referred to as shim) together with optical ( Figure 2b ) and mechanical (Figure 2c ) profilometry data of the polymer chip. A groove width of 128 μm was measured by means of mechanical profilometry with an uncertainty of 2.5 μm, which is compatible with the designed width of the fiber groove (125 μm). In the final samples, while the difference in height between the fiber groove and the channel was measured to be around 25 μm (Figure 2b ), the total depth of the groove of the final systems was around 135 μm (Figure 2b,c) . In order to properly seal the fibers in the channels, a higher bonding temperature (130 °C instead of 125 °C) was chosen to allow controlled swelling of the polymer lid inside the fiber groove during bonding and the formation of a tight microfluidic seal. The effect of bonding the lid onto the optofluidic chip was observed by the cross-section of an assembled chip (which was assembled following the method reported in Section 4.1). In this case, the lid was a 2 mm thick 2-inch of TOPAS wafer and it was thermally bonded to the chip, which permitted cutting and polishing of the test sample. The assembled chip was cut in half using a jeweller's saw, polished using diamond lapping paper (Thorlabs LF6D, Newton, NJ, USA) and finally observed using a microscope (Nikon, ×40 objective lens, Tokyo, Japan) as shown in Figure 3 . Green laser light was coupled into one end of a single mode fiber and was observed at the other fiber end in the chip cross-section (see Section 2.3 for further details on the coupling of laser light into the fiber). The image shows that the width (i.e., horizontal dimension in Figure 3b ) of the groove fits well to the diameter of the fiber (125 µm), whereas the depth of the groove is approximately 10 µm greater than the fiber diameter. This gap was deliberately included in the chip design to accommodate swelling of the lid during its bonding to the chip, but can act as a cause of fiber misalignment.
Results
Fabrication Results
Ten chips were assembled and the distance between the ends of the two cleaved fibers was measured for all chips using a microscope (Nikon,ˆ20 objective lens). The average distance between the ends of the two cleaved fibers is 104.6 with a maximum uncertainty of˘2.4 µm.
We tested the fiber alignment by checking the optical power transmitted through one unfilled chip (i.e., no fluid in between the fibers). The chip was assembled using two single-mode fibers (Thorlabs SM980), equipped with standard fiber connectors. A fiber laser emitting at 1550 nm wavelength was used to perform the test. The injected power was measured to be 15.19 mW, while the output was 8.03 mW. Using this information and neglecting the fiber loss (less than 0.001 dB/m at this wavelength as reported in the datasheet), we calculate the transmission across the empty junction to be 53%. Comparing this result with the theoretical loss expected in a fiber-to-fiber coupling (as described in Materials and Methods Section 4.3), we retrieve a lateral misalignment of 2.7˘1.8 µm.
As shown in Figure 3b , we believe this fiber misalignment most likely occurs in a vertical direction.
Single Chip Applied in Optical Stretching
Optical stretching [13] is highly relevant for the study of mechanical properties of single cells. Mechanical properties of cells have been shown to be closely related to the health of the studied biomaterial [14] . Here, for demonstration, we trapped and stretched single red blood cells (RBCs). The embedded single-mode (SM) fibers were connected to two independent diode lasers, we prefer the independent lasers as we may therefore easily tune the optical forces from each by varying the power of the two lasers. We took care to use two identical lasers to ensure similar time response. Both the laser powers and pump flow rates could be controlled using a custom made LabView code. To see the trapping region and recording the images of the trapped objects, the chip was mounted on an inverted microscope with a CCD camera. The RBCs were suspended in a hypotonic buffer solution with low osmotic pressure in order to obtain spherical RBCs of 8 µm diameter. The minimum power to trap the cells was found to be around 100 mW from each laser diode.
Once a cell was trapped, the laser power was increased in four to seven steps up to the maximum value (450 mW output from the laser), while returning to the minimum power between each step to allow the cell to relax. For each laser power, the images of the cell were recorded and both main and minor axes were measured. The ratios of the major and minor cell diameters were then determined using an image processing code and displayed as a function of the total laser power from two lasers (Figure 4) . The data obtained reveals that the ratio between main and minor axes of RBC changes linearly with applied power in the power range used. As expected, the axial scattering forces, in the direction of propagation of the counter propagating beams, act to provide a stable trapping point in the axial direction and to stretch the cells (direction of R 1 ) whereas the transversal force, due to the field gradient perpendicular to the optical axis (direction of R 2 ), merely assists to capture and stably trap the cells in the transversal direction [15] . The results in Figure 4 are in good agreement with results obtained by Guck et al [16] . The simplicity of use was verified during the PolyNano summer school 2014 [17] where students with no previous experience could easily assemble the described chips and use them for cell stretching experiments with only two days of work. Four student groups produced four different chips, all with well aligned fibers, and trapped polystyrene beads and/or red blood cells in these chips. Stretching of a single RBC. The stretching ratios, R1/R2 of a RBC in the optical stretcher as a function of total stretching laser power. The major and minor axes of the cell were measured using the corresponding images shown as insets. Resulting values and error bars are the result of edge-detection in 30 images recorded at the same laser power. In the lower right corner, the inset shows a black and white image of a red blood cell trapped between the two SM optical fibers embedded in the microfluidic chip.
Dual Chip Applied in Fiber-Based Raman Spectroscopy
Our polymer chip technology was used to create a new experimental setup for the Raman spectroscopy of liquids. Our system was made by the quick and simple integration of a hollow core fiber (HC fiber) [18] between two chips, where the hollow core can be filled with different liquid samples by pumping liquid from alternate ends of the HC fiber, as described by Khetani et al. [8] . The system (including the HC fiber) was initially filled by pumping milli-Q water into Chip 1 at a rate of 230 μL/min (see Materials and Methods for experiment diagram). A transmission of 10% was achieved, and the Raman spectrum for the sample ( Figure 5 , black curve) showed the expected peaks created by Raman scattering from the water molecules loaded in the HC-fiber and the silica molecules present in all the optical fibers. Stretching of a single RBC. The stretching ratios, R1/R2 of a RBC in the optical stretcher as a function of total stretching laser power. The major and minor axes of the cell were measured using the corresponding images shown as insets. Resulting values and error bars are the result of edge-detection in 30 images recorded at the same laser power. In the lower right corner, the inset shows a black and white image of a red blood cell trapped between the two SM optical fibers embedded in the microfluidic chip.
Our polymer chip technology was used to create a new experimental setup for the Raman spectroscopy of liquids. Our system was made by the quick and simple integration of a hollow core fiber (HC fiber) [18] between two chips, where the hollow core can be filled with different liquid samples by pumping liquid from alternate ends of the HC fiber, as described by Khetani et al. [8] . The system (including the HC fiber) was initially filled by pumping milli-Q water into Chip 1 at a rate of 230 µL/min (see Materials and Methods for experiment diagram). A transmission of 10% was achieved, and the Raman spectrum for the sample ( Figure 5 , black curve) showed the expected peaks created by Raman scattering from the water molecules loaded in the HC-fiber and the silica molecules present in all the optical fibers.
A transmission of 10% was achieved, and the Raman spectrum for the sample ( Figure 5 , black curve) showed the expected peaks created by Raman scattering from the water molecules loaded in the HC-fiber and the silica molecules present in all the optical fibers. 
Our polymer chip technology was used to create a new experimental setup for the Raman spectroscopy of liquids. Our system was made by the quick and simple integration of a hollow core fiber (HC fiber) [18] between two chips, where the hollow core can be filled with different liquid samples by pumping liquid from alternate ends of the HC fiber, as described by Khetani et al. [8] . The system (including the HC fiber) was initially filled by pumping milli-Q water into Chip 1 at a rate of 230 μL/min (see Materials and Methods for experiment diagram). A transmission of 10% was achieved, and the Raman spectrum for the sample ( Figure 5 , black curve) showed the expected peaks created by Raman scattering from the water molecules loaded in the HC-fiber and the silica molecules present in all the optical fibers. Next, the HC fiber was refilled with an ethanol solution (50:50 water/ethanol by volume) which was flowed into Chip 2 using the same flow rate. The filling process was monitored by observing changes in the spectra, after 90 min the spectra did not vary further, indicating that filling was complete. This filling time given the calculated pressure difference across the HC fiber (17.2 kPa) agrees with previous work [8] . The pressure difference across the two chips is calculated based on the dimensions of the chip's microfluidic channel and the microstructure of the HC-fiber. The viscosity of the ethanol solution was calculated using the Refutas equations [19] . The low pressure applied across the fiber was chosen to characterize the filling time. The overall filling time can be reduced by increasing the pressure thanks to the mechanical properties of the optofluidic system fabricated (more details in the Discussion, Section 3).
The resulting Raman spectrum contained additional signals from the ethanol solution ( Figure 5 , red curve) that agreed with reported spectra [20, 21] , and a reduction in the water peak due to dilution with ethanol was observed. All spectra are based on an average of five spectra recorded with an integration time of 2 s, with a three-point moving average applied to reduce spectrometer noise. For comparison purposes, the spectra were normalized using 30 data points that occurred across the broad Silica peak at 500 cm´1.
Discussion
The technology proposed demonstrates its versatility thanks to the two different optofluidic applications presented. The chip technology has such high repeatability that multiple chips can be concatenated together (as demonstrated in the Raman experiment). In order to balance between the requirements of hydrodynamic resistance and of delivery of the optical power, overlap of deep channels and removal of solid wall separation are required. This marks a difference with previous work [22, 23] : in order to precisely overlap deep channels with slight difference in depth, a modified multilayer process is required. The reason is that once a deep channel is dry etched into silicon, the spin coating of a uniform layer of resist for an aligned UV exposure is not possible due to the resist entering the deep channel.
The square shape of the fiber grooves was chosen to reduce the volume surrounding the fiber (with respect to a V-shape), reducing possible leaking and improving the fiber gluing. Grooves with very sharp edges are obtained thanks to the extreme verticality of the DRIE process used. Additionally, the square shape combined with the asymmetric dimensions of the groove (125 µm widthˆ135 µm depth) allows to compensate the effect of the bonding onto the lid. The lid surface is expected to swell inside the channel/groove due to the force/temperature combination applied in the bonding procedure. The effect has been quantified on the order of 6-8 µm in previously unpublished work, using 100 µm thick lid. Although the bonding procedure developed works successfully with 100 µm and 2 mm thick lid, the effect may vary with the lid thickness. As reported in Figure 3 , the 2 mm lid does not seem to suffer of this effect at the higher temperature applied.
All the chips tested were assembled by gluing the fiber in place and subsequently bonding the lid, but the chip design also allows the lid to bond in the first step and subsequently inject the fiber and glue it in place. The first procedure is easier to implement because it does not require special skills on the fiber handling, making it preferable for the didactic purposes of the chip design. The average distance between the ends of the two cleaved can be influenced by mechanical traction applied on the fiber when the glue is not completely cured and can be detrimental for the applications, because of the poor optical coupling in the fiber-to-fiber junction.
The second approach can solve this issue but the fiber insertion requires extreme caution to avoid possible damage of the fiber tip, which will compromise the optical properties of the system as well. For this reason, a novel mask design with a larger section of the groove at the fiber entrance is required. Additionally, the depth of the groove needs to be optimized to minimize the causes of misalignment. Bonding was performed with lids ranging in thicknesses from 100 µm to 2 mm before the insertion and gluing of the fibers. Not only did the placement of the fibers after chip sealing provide a simplified alternative assembly but the bonding of thicker lids makes it possible to have systems with resistance to higher pressures (up to 9 bar with a 100 µm lid) [23] . Thanks to this feature, the filling time of the HC fiber can be reduced down to few minutes, which will be important for the feasibility of a sensor development.
The nominal fiber alignment value (2.7 µm) is due to the vertical shift in the fiber groove upon lid bonding and the considerable uncertainty associated to this value (˘1.8 µm) is due to the non-Gaussian distribution of the electromagnetic fields. This fact contributes to the variation of the effective optical properties of the fiber (e.g., the mode field diameter), which affects the calculations. This is especially true for hollow core fiber where the variation is greater than standard optical fiber [24] . We would like to investigate this variation further in the future.
Additional inlet ports were included in the chip design with the intention to produce a sheath flow, and thus hydrodynamic focusing of the red blood cells was performed towards the center of the channel. The presence of additional Luer ports also helped to remove the air from the chip during the Raman test, reducing the risk of bubble formation.
Technology Benefits for Optical Stretching
The injection molded chips offer clear advantages for the optical stretching application. For trapping and stretching of stiffer cells than the red blood cells, e.g., cancer cells, embedded low-loss fibers with ensured alignment in a disposable chip provides efficient stretching even with inexpensive single mode fiber coupled diode lasers. The disposability reduces the risk of any cross-contamination between samples that would otherwise, in a more costly microfluidic system, be investigated in the same chip. In a given optical stretching experiment, the surface stress applied to the trapped cell depends on the distance between the two fibers in a non-trivial fashion, and a new calculation of the surface stress is required for each new distance. The high reproducibility in fiber-to-fiber distance reduces this task.
Technology Benefits for Raman Spectroscopy
The technology reported here represents a new miniaturized system for the spectroscopic measurement of liquids. We chose Raman spectroscopy due to its known capabilities for liquid identification and measurement of analyte concentration [8] . Previous miniaturized Raman systems based on PDMS microfluidic chips and embedded optical fibers [25] required hundreds of milliwatts of input laser power. In contrast, our system uses laser powers that were a factor of 10 lower. This improvement is because of the precise alignment of the liquid sample and the laser light, and the increased interaction between the laser and the liquid confined in the hollow core fiber (HC-fiber).
The signal enhancement from liquids loaded into a HC fiber with liquid has been widely reported [8, 26] . Although these results are remarkable, real-world application of the technology (e.g., in a production-line) requires a simpler, cheaper system that has stable and compact optical components that do not require frequent, time-consuming alignment to light sources and detectors. Our system solves these problems, as it can be easily coupled to fiber-based equipment and it provides a way to encapsulate and fill a HC fiber with liquid that is both low-cost and production ready. Additionally, a smaller gap between the fiber facets will be considered in order to enhance the optical transmission for the Raman applications.
Materials and Methods
Chip Fabrication and Assembly
The multilayer stamp (shim) for injection molding was fabricated with standard cleanroom techniques [22, 23, 27] , these references also describe further details of the shim fabrication and polymer injection molding process. The mask-design is available in the Supplementary Information. This fabrication process allows a precision of replication of the order of 5 nm for 100 nm deep channels [22] . A 100 nm oxide layer is thermally grown on a Si wafer. To enhance the resist adhesion, a hexamethyldisilazane (HMDS) coating is followed by the deposition of a 10 µm thick AZ resist layer. A first UV lithography (Figure 6a ) and wet etching of the oxide are performed to pattern the fiber grooves. Multiple masking is achieved by performing a second aligned exposure to pattern the fluidics on the same AZ resist layer and by leaving the oxide film untouched (Figure 6b) .
Micromachines 2015, 6, page-page 8 channels [22] . A 100 nm oxide layer is thermally grown on a Si wafer. To enhance the resist adhesion, a hexamethyldisilazane (HMDS) coating is followed by the deposition of a 10 μm thick AZ resist layer. A first UV lithography (Figure 6a ) and wet etching of the oxide are performed to pattern the fiber grooves. Multiple masking is achieved by performing a second aligned exposure to pattern the fluidics on the same AZ resist layer and by leaving the oxide film untouched (Figure 6b ). Removal of the oxide by dry etching is followed by DRIE etching of 110 μm depth of both waveguide grooves and channel (Figure 6c ). The width of the fiber grooves was designed to host fibers with a nominal external diameter of 125 μm and to minimize their lateral displacement. The difference in height between groove and channel described in Figure 3 is designed to stop the fibers at a fixed point along the optical axis thus giving a reproducible fiber separation.
Sputtering (Figure 6d ) of an adhesion layer of a nickel-vanadium alloy (NiV, 7% vanadium) was then performed. This alloy was chosen because of its much lower magnetization in comparison to pure Ni [28] . This characteristic makes it more suitable for sputtering than pure magnetic Ni [29] . After Ni electroplating and Si etching in KOH the final shim is obtained (Figure 6e ). The standard thickness for the shims is between 320 and 340 μm. Although in-depth studies of shim wear were not performed so far, shims with channel sections of 100 nm × 100 nm were used to produce samples in numbers of a few thousands without any functional failure [22] . Final injection molding of TOPAS 5013L10 CoC polymer chips (Figure 6f ) is performed with a cycle time of 1 min, suitable for production purposes.
After chip fabrication, fibers were prepared, inserted into the injection molded chip and glued in place using super glue. The chip was then sealed either by thermal bonding of a TOPAS 5013 foil [23] or by gluing of a commercially available poleolefin foil (900320 by HJ-Bioanalytik, Erkelenz, Germany). While the poleolefin foil was found to be enough for the low pressures required by the optical stretching experiments, a tighter seal was required to inject liquid inside the hollow core fibers. Thermally-bonded chips of TOPAS 5013 were able to withstand up to 900 kPa of pressure [23] , for this reason the thermal bonding was preferred to the poleolefin foil gluing in the chips dedicated to Raman spectroscopy measurements. The complete process (waveguide insertion and bonding) lasts typically between 60 and 90 min including fiber preparation (5-10 min), insertion and gluing of the fibers (20-30 min), glue curing (30 min), and thermal bonding of the lid (10-20 min). This is made possible by keeping the sample under yellow light throughout the first two UV lithography steps. A 25 µm deep reactive ion etching (DRIE) of the waveguide grooves is performed while the microfluidic pattern is masked by the oxide.
Removal of the oxide by dry etching is followed by DRIE etching of 110 µm depth of both waveguide grooves and channel (Figure 6c ). The width of the fiber grooves was designed to host fibers with a nominal external diameter of 125 µm and to minimize their lateral displacement. The difference in height between groove and channel described in Figure 3 is designed to stop the fibers at a fixed point along the optical axis thus giving a reproducible fiber separation.
Sputtering (Figure 6d ) of an adhesion layer of a nickel-vanadium alloy (NiV, 7% vanadium) was then performed. This alloy was chosen because of its much lower magnetization in comparison to pure Ni [28] . This characteristic makes it more suitable for sputtering than pure magnetic Ni [29] . After Ni electroplating and Si etching in KOH the final shim is obtained (Figure 6e ). The standard thickness for the shims is between 320 and 340 µm. Although in-depth studies of shim wear were not performed so far, shims with channel sections of 100 nmˆ100 nm were used to produce samples in numbers of a few thousands without any functional failure [22] . Final injection molding of TOPAS 5013L10 CoC polymer chips (Figure 6f ) is performed with a cycle time of 1 min, suitable for production purposes.
After chip fabrication, fibers were prepared, inserted into the injection molded chip and glued in place using super glue. The chip was then sealed either by thermal bonding of a TOPAS 5013 foil [23] or by gluing of a commercially available poleolefin foil (900320 by HJ-Bioanalytik, Erkelenz, Germany). While the poleolefin foil was found to be enough for the low pressures required by the optical stretching experiments, a tighter seal was required to inject liquid inside the hollow core fibers. Thermally-bonded chips of TOPAS 5013 were able to withstand up to 900 kPa of pressure [23] , for this reason the thermal bonding was preferred to the poleolefin foil gluing in the chips dedicated to Raman spectroscopy measurements. The complete process (waveguide insertion and bonding) lasts typically between 60 and 90 min including fiber preparation (5-10 min), insertion and gluing of the fibers (20-30 min), glue curing (30 min), and thermal bonding of the lid (10-20 min).
Optical Alignment
The optical alignment of the two fibers can be determined from measuring optical power transmitted across one chip. The optical power loss that occurs between two fibers can be calculated from the degree of mismatch between electromagnetic (EM) fields in the optical fibers. For our calculation, the major contribution to this mismatch occurs as the laser beam expands when propagating in free-space across the microfluidic channel. The calculation presented here refers to the measurement reported in Section 2 where an empty chip was used. The radius of the laser beam ω 1 , after propagating a distance z in free-space is calculated using the formula:
where λ = 1550 nm and z " 104.6 µm as reported in Section 2.1. Assuming that the EM field has a Gaussian profile, the theoretical coupling efficiency across the empty channel is given by [30] .
where ω 0 " 5.2 µm is the beam radius of the single mode fiber at 1550 nm and x is the lateral misalignment between the two fiber cores. By using power measurements reported in Section 2.1, we can calculate the lateral misalignment, setting the value of the measured coupling (or transmission) coefficient η m " 0.53, and imposing η m " η th :
Using Equation (3) we obtained a maximum lateral misalignment of 2.7˘1.8 µm. The reported maximum error is calculated using the propagation of the uncertainties. The modes field radius used in this calculation (and its relative uncertainty) is taken from the fiber datasheet. The major contribution to the error in this calculation is given by the uncertainties of the mode field radius reported in the datasheet ω 0 = 5.2˘0.4 µm in relation to the effective mode field radius delivered by the fiber, resulting in a corresponding change in the results obtained. Similar results can be obtained using a chip filled with water but the different refractive index and the optical loss of the medium (i.e., water) needs to be taken into account, further reducing the accuracy of the calculation proposed here.
The presence of liquid in the channel between the two fibers has the effect of reducing the laser beam divergence as it travels across the liquid-filled channel and ω 1 is smaller as a result, therefore lowering the loss associated with the EM field mismatch. However, there is unwanted absorption of the laser light by the liquid, a typical value for this loss is <1% (in relation to the input power) for light with a wavelength of 1064 nm travelling over the channel distance of 100 µm, and this loss is lower still for a wavelength of 532 nm. Importantly, both these losses are small when compared to the loss due to lateral fiber misalignment. Here the coupling coefficient reported earlier (η m " 0.53) can be expressed as a loss of 47% (in relation to the input power).
Optical Stretching Setup
In the optical trapping setup (Figure 7) , the embedded fibers (Thorlabs SM980, Newton, NJ, USA) were spliced with single mode patch cables with FC/APC connectors (P3-980A-FC/APC) and connected to two independent fiber-coupled diode lasers (Lumics, Berlin, Germany, LU1064M450 with 450 mW maximum power and 1064 nm wavelength) using standard connectors. The laser diodes were controlled by a custom-built power supply and laser control system based on commercial controllers (Thorlabs ITC110) and connected to the computer via LabJack U-3 units. The flow was controlled by a four-channel Fluigent micropump (MFCS-EZ, 0-345 mbar, Villejuif, France). Sample vials, 2 mL centrifuge tubes (Fisher Scientific, Roskilde, Denmark), were filled with physiological salt water (NaCl 9 mg/mL, Fresenius Kabi AG, Bad Homburg, Germany) and DI water in a 50:50 mixture for the two side-inlets, and red blood cells, diluted 1:1000 in the same 50:50 mixture of physiological salt water and DI water, for the middle inlet. The red blood cells were obtained from a same-day sample of fresh blood from an anonymous healthy donor. These vials were mounted in a four-channel Fluiwell holder and connected to the relevant Luer fittings of the chip using standard polymer tubing. The microscope (Leica DMI3000B, Wetzlar, Germany) was equipped with a CCD camera (Thorlabs DCC1240M) mounted on the side-port and cells were visualized with a 40ˆobjective (Leica HCX PL FL L 40ˆ/0.60 CORR PH2 0-2/C). Both the currents to drive the two laser-diodes, the Fluigent flow control system, and the CCD camera were controlled using a custom made LabView code. Image analysis was conducted either with a custom-written MatLab code or in ImageJ.
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Raman Experiment Setup
The scheme of the setup for Raman experiments is shown in Figure 8 . The optical system consisted of a green laser (Coherent Verdi, Santa Clara, CA, USA, 532 nm wavelength) which was coupled using an objective lens (Olympus RMS10X-PF, Tokyo, Japan, ×10 magnification, NA 0.3) and a 3-axis (XYZ) translation stage (Thorlabs MBT616D) to an input fiber (single-mode, SMF-28) which was inserted in the first chip. The maximum laser power launched into our system was 30 mW. An output fiber (multi-mode, Thorlabs FG050LGA) was inserted into a second chip and a HC fiber (NKT Photonics HC-1060-02, Birkerød, Denmark, 10 μm core diameter, 15 cm long) bridged the two chips. The HC fiber was chosen because of its favorable transmission properties after filling with water [31] . 
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The scheme of the setup for Raman experiments is shown in Figure 8 . The optical system consisted of a green laser (Coherent Verdi, Santa Clara, CA, USA, 532 nm wavelength) which was coupled using an objective lens (Olympus RMS10X-PF, Tokyo, Japan, ×10 magnification, NA 0.3) and a 3-axis (XYZ) translation stage (Thorlabs MBT616D) to an input fiber (single-mode, SMF-28) which was inserted in the first chip. The maximum laser power launched into our system was 30 mW. An output fiber (multi-mode, Thorlabs FG050LGA) was inserted into a second chip and a HC fiber (NKT Photonics HC-1060-02, Birkerød, Denmark, 10 μm core diameter, 15 cm long) bridged the two chips. The HC fiber was chosen because of its favorable transmission properties after filling with water [31] . At the output of the system, a dichroic mirror (Semrock Di02-R532-25ˆ36, Rochester, NY, USA) and a notch filter (Thorlabs NF533-17) were used to separate the Raman scattered light from the pump laser light, which was coupled into a compact, fiber-coupled spectrometer (Thorlabs CCS200). The light reflected by the dichroic mirror was used to monitor the power output over time with a photodetector. The liquid filling system consisted of a peristaltic pump (Peristar Pro, WPI, Sarasota, FL, USA) and the chips were connected using standard connections (Male Luer lock with 1/16" barb fitting) and tubing (Tygon R3603, Saint Gobain Performance Plastics, Charny, France). Referring to Figure 1a) , only the central inlet port was used for the filling. To allow air to escape from the chip during the initial filling, the other two inlet ports were open. During the experiment, these inlet ports were sealed with Luer caps.
Conclusions
A novel fabrication scheme for an optofluidic system with standard optical fibers that can be fabricated in large numbers has been reported. The system is intended to be fully fiber-based, removing the need for cumbersome alignment procedures and allowing external connection to fiber-coupled equipment (e.g., laser source, spectrometer, etc.). This produces a user-friendly optofluidic device that is quick and easy to assemble with highly reproducible optical characteristics.
Because of this high reliability, we have quickly obtained experimental setups for optical stretching, and by concatenating multiple chips, we created a system for in-fiber Raman spectroscopy. Therefore, we propose this technology as a practical solution for the training of students in LoC techniques.
We demonstrated a lateral fiber alignment to within 3 µm, where the main cause of misalignment is introduced by unwanted vertical movements in the fiber position during lid bonding. We suggest two improvements can be made in the design and manufacture of the chip: reducing the depth of the fiber groove to 125 µm and better control of lid swelling by optimizing the lid bonding recipe. Two further improvements in assembly can also be made: insertion of the fibers after lid bonding and the use of mechanical supports when inserting fibers.
Our fiber-based optofludic system allows high optical powers to be delivered to specimens without damaging the LoC system, thereby broadening the range of possible experiments (including stretching).
Further integration of advanced fiber-based components, e.g., fiber-based Bragg gratings [32] , with the existing optical components, would allow the separation of signals of interest (e.g., Raman) and minimizing unwanted background signals (e.g., from silica). Further refinement of chip design (e.g., optimization of distance between the ends of the two cleaved fibers) will enhance the detection range and sensitivity for in-fiber Raman spectroscopy and other spectroscopic techniques. The technology and concepts reported here could be further developed into a compact system for in-line process measurements, for example measuring organic solvents in beverages [20] and protein concentration in media [6] , where small volumes can be repeatedly assessed after appropriate flushing/cleaning methods. Fiber-based optofludics allow high optical powers to be delivered to specimens without damaging the LoC system, thereby broadening the range of possible experiments (including stretching).
Finally, the multilevel fabrication scheme described here can also be used to implement more complex geometries where optical and fluidic elements are separated [10, 11] , thus significantly broadening the number of possible LoC applications of the technology including optogenetic stimulation and detection [32] , shape recognition [3] , and flow cytometry [33] .
Supplementary Materials: The following are available online at http://www.mdpi.com/2072-666X/6/12/ 1468/s1, Mask CAD design: OpTwe_01.cif, Video of cell stretching: Cellstr_rbc.wmv.
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